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Sir:  An option that is often considered when using methods from multivariate analysis
for instrument calibration is that of deleting one or more of the measurement variables
from the model. For example, of the absorbances measured at 1024 wavelengths
(variables) in an infra-red experiment, the analyst may want to use a small subset of the
wavelengths for quantitative analysis to simplify the data processing. Other motivations
may be the selection of the optimal subset of possible physical sensors to include in an
array, a reduction in the number components and therefore the cost of an instrument, or to
follow one of the rationalizations in the literature involving variable selection (1-3). In all
situations, the analyst is concerned with determining the best subset of sensors or
wavelengths to retain.

It can be shown that the only sure way of determining the optimal subset of
variables is to test all possible subsets (4). Unfortunately, this becomes an unreasonable
task for even a moderate number of variables. Many schemes have been developed to aid
the analyst in this area without resorting to an all possible subset analysis. These methods
have been shown to yield results that closely approximate those obtained by the all
possible subsets approach (5). They include procedures based ou: Principal Components
Analysis (6), stepwise regression and minimization of squared errors (7), Mallows' Cp
statistic (7), the condition number of the design matrix (8), the branch and bounds
approach (2,9), and other algorithms developed to approximate the all possible subset
calculation for a given number of desired variables (10).

In all of these procedures, the selection procedure first defines an optimization
criterion or objective function and then employs a searching algorithm to determine a _
subset of variables that yields the 'best’ or near-best value for the objective function. The
major emphasis of this paper is to suggest an alternative optimization criterion to that
emrluyed in the inore common variable selection procedures. Additionally, the results of -

a variable selection algorithm applied to simulated data will be used to discuss a common
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misconception concerning the advantage of signal averaging over the use of additional )
. ]
unique variables. ‘?
L
» The typical problem in analytical chemistry involves a two step procedure of :::
modelling (calibration) and prediction (analysis of an unknown sample). The first step
t
involves recording the instrument responses to a set of calibration samples. A model is N
WA
et
then derived that describes the relationship between these responses and the concentrations ‘
of analytes in the samples. An accepted measure of the inability of the model to fit the data ) ‘
(lack of fit) is the residual sum of squared errors (RSS). This is the sum of the squared ’,
differences between the actual concentrations of the calibration samples and the model's :jf
estimates of these values where a weighted sum can be used where appropriate.
A common practice is to assume that the "best” model is that which minimizes by
(3
RSS. Although this seems reasonable, and may be for some applications, the analyst '
X
‘ should be aware of the implication of this approach. RSS is a measure of ability of the %
z
‘ model to fit the calibration data and may or may not be a reasonable measure of the *‘
: predictive abilitv of a model. It is important to understand the distinction between fitting -
and predictive au.lity. A very flexible calibration method that consistently yields models )
hd
with low RSS values for any set of calibration samples will also perform well at fitting 7
. ) ) ~
outliers (samples that are not representative of expected future samples). This S
phenomenon is termed overfitting and results in models that "flex" to describe outliers by \
compromising its ability to describe the true model parameters. In this case, the flexibility 5
that increases model fit (reduces RSS) does so at the expense of predictive ability. An 5
example of this type of calibration procedure is onc that forces the model to pass through .'- ’
every calibration point. This procedure would yield RSS=0.0 for every calibration set § 3
] used. In this extreme situation it is eacy to sce how predictive ability would be decreased 5‘4
' . . . o . »
! if non-representative samples were used in the calibration step. It illustrates the danger of |
ignoring prediction when setting up an analysis where the ultimate goal is prediction. This o
N
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is true also in the context of variable selection.

Note that this does not mean that selection procedures based on optimization of
prediction will work well in spite of poorly chosen calibration samples. The point is that
RSS is not measuring the correct criterion. RSS should not be used as the selection
criterion in situations where it is not a good measure of predictive ability.

In the sections that follow, an algorithm for variable selection is presented where
minimization of prediction error (11) is used as the optimization criterion. The method
assumes a knowledge of the noise structure of the response and sensitivity matrices and
uses computer simulations to perform the selection. An alternative method is briefly
presented in situations where the noise structure is not known. The algorithm is not meant
to be the definitive answer to variable selection by minimization of prediction error, but

rather an example of this alternative view in action.

Method

As the method is based on simulations, it is necessary to first present the
mathematical formulation of a multivariate analysis to make clear the steps of the
simulations. In all equations matrices are represented by bold uppercase letters (C);
vectors by bold lowercase letters (c); and scalars by plain upper and lower case letters (I,
i). All programs were written in FORTRAN 77 programming language and executed on a
MicroVAX II computer. The discussions that follow are in the context of variable
selection with the understanding that this is synonymous with sensor or wavelength

selcciion.

Calibration. The typical analysis begins by measuring the instrument response at J

variables to K analytes in I calibration samples having known analyte concentrations. A
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model relating the responses to the concentrations is derived that satisfies the following

relationship,

R=CS +E D)

R is an I x J matrix of responses with J columns corresponding to the instrument response
to I samples; C is the I x K concentration matrix of the I samples (rows) and K analytes; S
is a K x J matrix of instrument sensitivities to the analytes, with the sensitivities at the J
variables corresponding to columns; and E is an I x J matrix of errors that describes the
inability of S to perfectly model the relationship between R and C.

Linear algebra can be used to determine the elements of the matrix S that minimize

the sum of squares of the terms in E in the following manner (7),

S=(CTC)I1CTR 2)

Where the matrix ( CTC )-1 represents the inverse of CTC and (CTC)-1CT is called the

generalized inverse of C.

If the analyst follows some experimental design scheme, this inverse is simple to
obtain. In situations where this inverse is difficult or impossible to obtain (where CTC is
singular or near-singular), it is possible to calculate what is termed the pseudo-inverse of

C, denoted as C* (12). This is accomplished by using singular value decomposition (13)

to decomporse C into three matrices (U, Z, and V) such that,

C=uzvrl 3)

The pseudo-inverse of C can be obtained as,

N
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o C+=(VT)1 31yl 4) ‘

The columns of V and U are mutually orthogonal, therefore, VT = V-1 and UT = U-1.

This can be used to simplify equation 4 as follows,
! C+=V 1T 5)

If one or more of the columns of the original C matrix are linear combinations of the ]

remaining columns, some of the diagonal elements of X (the singular values) will

2 approach zero and the inverse of these elements as found in equation 5 will approach A
» infinity. To avoid this, one can retain only the Q largest diagonal elements of Z while A

- .

Y deleting the K - Q relatively small singular values. The K - Q columns of V and rows of '

o UT that correspond to these small singular values are also omitted. This results in the h
L)

\ 4

formation of new matrices Vg, EQ‘l, and U.f)_T from which a close approximation to the R

* pseudo-inverse of C can be calculated as touows, )

‘ .

)

’ C+=VQZg-1UqQT 6)

¢ Prediction. To perform prediction, it is necessary to calculate the inverse of the S A
v matrix described in equation 2. This inverse can then be used to rearrange equation 1 to {

) ¢
- yield,

r ' .

; .
. RS+=C 7 2
! &
N Again the pseudo-inverse of S, S*, is used in place of ST(SST)-! to make the o
L]

. Q
: \
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procedure useful in situations where the latter inverse is not obtainable. The analysis of an

unknown sample (ryy,) is then performed using the following equation,

»_gor § i v Un e

Fun S* =Cyn 8)
~
~
Where S+ is the same pseudo-inverse found in equation 7 and ¢y is the estimated N
2
. . 154
concentration of the analytes in the unknown sample. )
: " " ‘. .|
If the actual analyte concentrations of the "unknown" sample are known, such as f.:
n
when one calibration sample is withheld from the calibration step, a prediction step can be g:
. o . i
used to validate the calibration model. The sample ry, is termed a test sample and the )
¢
error in the predicted concentration is used as an indication of the predictive ability of the ..':f
model. This prediction error is termed a PRESS value (Predictive Residual Error Sums of
G
Squares) and is calculated as follows, ‘l.
s
i
K
-
PRESS = Y, [ (crue) k - (Cun) k )2 9) N
\'}
™
3
A
R
Where (crye)k are elements of the vector of actual concentrations of analytes in the test N
’
sample, and (cyp)k are the model's estimate of these values. The test sample is not used to
7
build the calibration model and therefore can be used to test the predictive ability of the o
-~
model. This type of validation procedure is a key step in the selection procedure described
]
herein. 5
Variable Selection .
]
! »
l, 3
:4-
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To select variables via a prediction error minimization scheme, the following
procedure can be followed.

1) The first step is the only experimental phase of the analysis with all remaining
steps being computer simulations. The analyst first estimates the K x J matrix of
sensitivities S as defined by equations 1 and 2 using a set of calibration samples. It is
advisable to use as many samples as possible to obtain as accurate an estimate of S as is
economically feasible.

2) Delete the first column from the S matrix, label the resulting K x (J - 1) matrix
S.1.

3) Add Gaussian distributed noise to S_1 to simulate the uncertainty that is
involved in the calibration step of an analysis. Call this matrix S'.1.

The calibration samples that were used in the simulations in this paper contained
only one analyte at a time with unit concentrations. The matrix R therefore was equal to S
and it was reasonable to add noise to S to simulate the uncertainty in the estimation of the
sensitivity matrix. This uncertainty represents the fact that a repetition of the calibration
process would not yield the exact same S matrix. An algorithm based on a random
number generator is used to add Gaussian noise to each element in the S_j matrix. The
noise added in the simulations discussed in this paper is absolute Gaussian noise that is
proportional to the largest value encountered in each column. If, for example, 1% noise is
to be added 1o the vectorr =[ 1 3 4 2], the procedure was to add Gaussian noise with
mean zero and standard deviation .04 to all four elements of r. However, in all instances
where noise is added to a matrix the analyst has the flexibility to add the amount and type
that is appropriate for the particular instrument under investigation.

4) Specify the concentrations of the analytes in an appropriate set of unknown
sample(s) to be used as a test set. Call this matrix Cyegi.  The concentrations of the

different analytes are chosen by the analyst to reflect the typical samples that will be
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analyzed by the instrument. The analyst can also leave one or more calibration samples
out and use them as test samples. Similarly, each sample can be left out one at a time
yielding I test samples on I slightly different calibration models. A more detailed

description of this approach will be presented later.
5) Calculate the "true” responses for the (J - 1) variables of the instrument to the

test sample(s) using equation 1 and the S.; matrix derived in steps 1 and 2.
Riest = Ciest S-1

6) Add noise to the matrix Ryeg; to simulate the noise due to the instrument. Call

this matrix R'eg;.
7) Calculate the pseudo-inverse of S'.1, (§8'.1)*, and use it to estimate the

concentrations of the analytes in the test samples using equation 4.

Cpred = R'eest (8. D7

8) Calculate the predictive residual sums of squares (PRESS) in one of the

following manners:

If the goal of variable selection is to optimize the instrument for the analysis of one

analyte in the mixture, the PRESS value is calculated for only that one analyte as follows,

1
PRESSN = Zl (Cpred i,N - Ctest iN )2
1=

Where the summation over i for the Nth column of C results in the optimization of the

J'I'J'
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prediction of the analyte occupying the Nth column.

To optimize the analysis for all of the analytes present, PRESS is calculated for all

of the columns of C as follows,

I K
PRESS = _Zl kzl(cpred ik - Ctestik)?
1___ —

The importance of different analytes can be expressed in a weighting term as desired.

9) Return to step 3 and redo step«. 3-8 using the same type of noise structure. The
result of many iterations (>300) is a simulation of replicate analyses of the test samples
(Ciest)- Adding all of the PRESS values will yield a number that is a measure of the
ability of the matrix S.; to model the data.

10) After the PRESS value is calculated for Sy, the process is repeated from step
2 but with the second variable deleted. This results in a PRESS value for the model when
the second variable is deleted. This is then repeated for all of the J columns of S.

11) The analyst then deletes the variable whose omission yieids the smallest
- RESS value, redefines S as the original S without this variable, and returns to step 2 to

determine the second variable to delete.

This algorithm is based on a simple step down procedure and therefore will not
necessarily vield the best subset of variables. As stated earlier, testing all possible
combinations of variables guarantees the optimal set but is unfeasible in many situations
because of the extremely large number of possible combinations that arise in fairly simple
chemical applications. The siriple step down method was selected to illustrate one
possible approach among many.

The merits of this method are that it takes into account the error that is associated

with both the calibration (step 3 ) and the measurement (step 6 ) phases of an analysis and
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is based on the minimization of the prediction error. It is therefore both realistic and has

o an appealing basis.
l. . d
:;' Furthermore, this method can be used to calculate the PRESS value associated

with a sensitivity matrix derived by deleting variables using another selection method by
following steps 3 - 9 of the algorithm using the derived sensitivity matrix as S.1. This

will yield a PRESS value for the selected variables and a given set of test samples. The

"2

PRESS values obtained using the same test samples and different variables to form S_;

can be used to compare between methods.

The requirements for the use of this algorithm are that the system obey the model :

PR E L P

described in equation 1, and an estimate of the noise structure of S and R can be obtained.

PR

This information can be obtained either from experimentation or by some theoretical basis.
o The algorithm then allows the analyst to simulate many experiments to optimize the \

variable selection based on predictive ability.

;.

"
-

If the system contains non-linearities not described by equation 1 or the noise y

structure is unknown, similar methods based on jackknife (14) or cross-validation (15)

b 2 e

can be used when data from the analysis of many samples is available. To jackknife the
data, onc bhegins by deleting the first sample data from the response and concentration

matrices and building the calibration model with the remaining I - 1 samples. The model

he T Job Rel R IV Rt 0

1s applied to the instrument responses to this sample to predict the concentration of

%
A

A" 1)&).’.

analytes. To determine the predictive ability of the model, a PRESS value for sample one
is calculated summed over the desired analytes (see step 8 of algorithm). The data for this

sample are then returned to R and C and the process repeated until each of the I samples

»
4.

has been removed from the data one at a time. The PRESS values obtained with each E

A

sample left out can be summed to yield a total PRESS value for the model. To use this
procedure for variable selection, the analyst begins by deleting the Jth variable from R. )

The remaining I x (J-1) R matrix ir jackknifed to yield a total PRESS value for the matrix
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without the Jth variable. The data for this variable are returned to R and the process is
5
repeated by deleting each of the J variables, one at a time, and calculating a total PRESS ’
. o
9 for the resulting I x (J-1) matrices. The variable that corresponds to the smallest total "3
e, o
' PRESS value is permanently dropped from R and the process is repeated for deleting the
P4
K second variable. g
-
! The disadvantage of this latter method is that it requires data collected from many )
samples to obtain reproducible results. However, it is suitable in situations where many , '
)
;‘ analyses have been performed and where the distribution of noise is not well known. ‘
N ht
| ht
! Results and Discussion .
5
. The first application used simulated data where the sensitivity matrix was formed %
- from three Gaussian curves for the instrument response to three analytes (fig. 1). In this
-
example, there were three analytes in the analysis and 29 measurement variables, none of ,.
iy
: which were perfectly selective for any of the analytes under investigation. This data set s
X was chosen because it was simple to study and represents a geperic collinear data set with :
many degrees of overlap. -
1Y
The algorithm presented above was used to delete variables while minimizing the .
‘ ~
p PRESS value for analyte 2 (see step 8) at a 1% absolute noise level, and the test sample
< 9
. ¢=[1 1 1] was used to determine the best set of variables. Figure 2 is the resulting plot ) N
~
‘ of the PRESS when 1000 simulations were performed as one variable was deleted at a '
! o~
g time. The number of iterations used was arbitrarily chosen by weighting the accuracy and -~
: precision of the results against computer time. One simulation with 1000 replicates took
approximately 20 hours of CPU time on the MicroVAX II computer where little effort was o
made in optimizing the FORTRAN code. This may seem to be a large amount of time but )
| one must also consider that this type of variable selection procedure is normally performed | :
A
¢
? v
L) -
L) by
]

¥ . (S i
» ) LTINS RTLT T R ALY AL RV \I' ,(l o N h‘ f ,.)' ( W W, .)‘ ", -"_ Tt W .(\' .4‘ C {\ J“ - .“_ ."“- .'-"‘N-I'\f\ AT
), .l .o Iy 0. WY, l’q A ’ ..,l ™ {‘ .VH ‘l e 'O'. "‘\. '& "\v " '\t “w ‘\ ‘\. u



N 12
i

‘S R

only once for a given system.
Figure 2 indicates a general increase in PRESS as the variables are deleted one ata

time. The plot is not perfectly smooth because of the noise that was added to the data and s

” - e : 3
- e

w
e

the finite number of iterations used for the simulations. As the number of iterations was

increased, the plot became smoother. The main point is that increasing the number of -

variables improved prediction with the best predictions obtained by retaining all of the

P

Sl

variables in the analysis.

i~ It has been pointed out that using all of the variables decreases the precision of the
analysis (1) because the inclusion of each variable adds noise to the analysis. However, ¢
the predictive ability of a model as measured by PRESS is a function of both the accuracy =
gl -
N ' and precision, and figure 2 illustrates a situation where the accuracy increase realized by .
2 the use of all available variables compensates for the decreased precision. This is an $
¥ .()
important finding that was observed in all of the applications that have been studied using ;
. the present method. P
‘ : Lorber and Kowalski (16,17) have presented a proof supporting this finding. g
They showed that an estimate of the variance of prediction for a model is given as, ’
]
y J I )
3 Var( cun ) = 21 b2k var(runj) + K X, h% up var( cki) 10) A
b = 1= :
? f
" where var( cyn ) is the variance of the concentration estimates for an unknown sample; the ‘
¥ M . . .
4 bj k are the regression coefficients for the model; hj yp are calculated as hTyn = rTyn R%;
: var( ryn,j ) and var(cy ;) are the variances of the unknown sample responses and the )
&
- calibration concentrations, respectively; and X is a scalar (16). From this equation, it was N,
o
o~ demonstrated that the addition of variables containing useful information to the model will N
- always result in a decrease in prediction variance. Figures 2-4 substantiate these findings.
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»
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13

Although each of the 26 variables in these examples added noise to the calibration model,
the best prediction (minimum PRESS) was realized using the full compliment of variables.

In figure 2, the final set of three variables consisted of numbers 3, 15, and 25.
Comparing this result with figure 1 indicates it is a reasonable choice of variables with
each analyte being represented by one variable. The "logical” choice of the most sensitive
variable for each analyte was not realized due to the type of noise added and the fact that
no three variables were definitively the "best” set. It was possible to derive a different
final three variables that yielded a similar PRESS value. Again this is also a function of
the number of iterations used for the simulations. As this number approaches infinity,
theoretically one would expect one best set to emerge unless two or more sets are exactly
equivalent.

Figure 3 is the resulting PRESS plot when the same analysis was repeated. The
final variables chosen were 1, 13, and 28 and the predictive ability of the two different
"best" sets were almost identical. It is important to realize that two completely unique sets
of variables will often perform in a very similar manner. This is usuallv th€ case for
spectra with broad features (e.g. NIR). A technique used to determine a subset will often
yield one "best” set, but comparison of the predictive ability of this subset with that
chosen using another method may yield very similar results that are statistically identical.

Once the smallest "best” subset of variables is obtained, the analyst may want to
add additional information to improve the precision and accuracy of the prediction. One
common approach is to measure the best variables more than once in order to decrease the
measurement standard deviation. This procedure is termed signal averaging. Another
option to consider is that of adding more unique variables to the analysis. An examination
of figures 2 and 3 reveals that given the present system, the addition of unique variables is
more beneficial than signal averaging. In figure 2, as the number of variables is increased

from three to four (26 variables deleted to 25 deleted), a resulting decrease in the PRESS
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value from 5.5x10-4 to 3.0x10-4, is observed. According to theory, to achieve the same
increase in precision using signal averaging would require 3-4 replicates at each of the
three variables. It is clear from these examples that for this system, using more variables
is a more efficient means of improving prediction.

To further study the appropriateness of signal averaging in this particular situation,
the selection algorithm was modified to perform a step up selection (adding variables
while minimizing PRESS). Optimizing again for the second analyte, the program began
with the best set of three variables derived in the first experiment (variables 3, 15, and 25)
and added the variables that resulted in minimum PRESS values. To allow for signal
averaging, the algorithm was allowed to select a variable more than once. For example, if
the addition of variable 3 to the original set (3,15,25) resulted in the smallest PRESS, it
would be chosen even though it is already present and the new subset would consist of
(3,15,25,3). This is equivalent to signal averaging on variable 3 using two independent
measurements.

If signal averaging is to be preferred over the addition of unique variables, one
would expect the step up procedure to select the vauiables that are already in the best
minimum subset. The PRESS results for the addition of 26 variables to the original three
are given in figure 4 and the order of variable addition was as follows: [(3, 15, 25), 16,
13,12, 1,9, 1, 12, 14, 12, 12, 20, 14, 12, 11, 12, 28, 7, 2, 29, 18, 24, 6, 4, 27, 3, and
18). The method chose 20 unique variables and did not signal average (select a variable
already chosen) until the ninth variable where variable one was reused. Again, it is
important to stress that the decrease in PRESS realized by the addition of unique variables
simply could not have been achieved using the precision improvement obtained by signal
averaging alone. Signal averaging becomes a reasonable choice only when the amount of
unique information contained by the remaining unique variables is small.

These results and those obtained by Lorber and Kowalski demonstrate that signal

¥ AT S0/ ] OW " WA o Ny by ¥ Tt A T T T e N NN i A N N T A N A N N A AT A N N
-'t‘l‘,hl..l.. AOACA l’..-t‘c.o‘l’q“n e n“'_l ..“l"u. .. '( ... ).J- AN y v".( g M "\ ¥ n \'\ WYY, " >

Ao el A A A L rd SRS

N

T ¢

v LA ]

Py

=23

l_\‘r' 1

LW IR IR
aadt ot

o 4

h o T el et

1'.:.{". ‘ ,I

4 -
-

PR NN R

N
i

-_aw
-

T CBR IS LT D

s
N

e



. aan '.~|< 000028 gat gui ta': .':' 0= gt 0% 130 0a¥ €4yt it Je¥R U geh ot ab hes R 0t gt R0 St et ACAD R OIS o a e X -v. 0
]
’
15 'f
¥,
"
’5‘_
"'

averaging is not generally a substitute for multichannel detection even in instances where

X, W L

the number of total measurements is fixed. Where optimal prediction is sought, the value :‘:E
of adding a sensor to a given set is a function of the unique information it brings to the :.
array as well as its signal to noise ratio.
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Y Figure Captions:
- Figure 1. Plot showing the thirty variables' sensitivities to the three analytes.
h
Lo Figure 2. Simulation number 1: Step down selection with 1000 iterations. PRESS value
* as the variables are deleted one at a time.
3:' Figure 3. Simulation number 2: Step down selection with 1000 iterations. PKESS value
[
ha .
\ \ as the variables are deleted one at a time.
»
F-; Figure 4. PRESS value as one variable is added at a time. Step up selection with 1000
'::' iterations and allowing for signal averaging.
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